-/-mice exposed to cigarette smoke was measured by ELISA. Mouse serum IgG was captured by goat-anti mouse IgG and detected by HRP conjugated anti mouse IgG. Mouse IgG (monoclonal, anti-mC3d) was used as standard. Serum samples were diluted prior to loading. Data points were polled from multiple independent experiments (n=8-10 in each group). One-way ANOVA was used to detect any significant differences across the groups. ns: no significance was reached. Cleavage product from C3 and MMP9/12 was loaded on 4-12% gradient Tris-Bis gel followed by membrane transfer and detection of C3b and C3c by anti-C3bα antibody. Purified human C3 (100µg/ml) was cleaved with different concentration of recombinant (c) Proteinase 3 (10µg/ml, 1µg/ml, 0.1µg/ml) and (d) Cathepsin G (10µg/ml, 1µg/ml, 0.1µg/ml) for 4 hours at 37°C. Cleavage products were separated using 10% nonreducing Tricine gels, and detected by Western blot using anti-C3a antibody; purified C3a, proteinase 3 and cathepsin G were loaded as controls. + cells from current smoker without emphysema was measured by quantitative reverse transcription PCR (qPCR). *P<0.05, as determined by the student t test. Results are summarized data from three patients. c) Concentration of C3 was measured by ELISA in plasma samples from former smokers with or without emphysema (n=10 and 10, respectively). *p<0.05, as determined by the student t test. d) Concentration of C3 was measured in plasma samples from former or current smokers with emphysema (n=10 and 12, respectively). ns: no significance was reached, determined by the Student t test. e) Concentration of C3 was measured in plasma samples emphysema patients with <70% FEV1/FVC ratio and plotted based by GOLD stages (n=4 in GOLD stage I and II; n=8 in GOLD stage III and IV). ns: no significance was reached, determined by the Student t test. Results are expressed as mean±s.e.m. f) Plasma samples from control (n=18) and emphysema patients (n=22) were used to measure C3a concentration using ELISA. P value was determined by the student t test. 
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